HIF-1-alpha links mitochondrial perturbation to the dynamic acquisition of breast cancer tumorigenicity SUPPLEMENTARY DATA

Flow cytometry for quiescent cells
To identify quiescent cell populations, the cells were trypsinized and then fixed in ice-cold 70% ethanol (v/v in PBS) prior to staining. The fixed cells were blocked, then incubated first with an anti-Ki67 antibody (Abcam), and second with an Alexa ® Fluor 488 goat-anti-rabbit antibody (Invitrogen) and Hoechst 33342 (5 µg/ml, Sigma). The cellular fluorescence (FL1 for CD44 or Ki67; FL9 for Hoechst 33342) was measured using 50,000 cells on a Gallios Flow Cytometer (Beckman).
Flow cytometry for apoptotic cells
The apoptotic cells were stained using a FITC Annexin V apoptosis detection kit (BD Biosciences) according to the manufacturer's instructions. The cells were trypsinized, washed with PBS and resuspended in binding buffer prior to staining with Annexin V-FITC and PI. The apoptotic cells were detected by an Accuri C6 Flow Cytometer (BD Biosciences). F. DKG regulates the message abundance of pluripotency transcription factors. qRT-PCR was performed to assess the mRNA expression of stemness-associated transcription factors and CD44 in the untreated and DKG-treated BC cells (10 mM for 4, or 7 days). Fold induction was determined using the Δ ΔC T method normalized to GAPDH. * : p < 0.05; ** : p < 0.01, n = 3 biological samples. Figure 3A , upper panel; n = 3. Upper panel: ECAR; lower panel: OCR. 2-DG: 2-deoxyglucose. B. Knockdown HIF-1α impairs DKG-increased OCR and ECAR. Glc (10 mM) and 2-DG (50 mM) were added at the indicated points. The red arrow represents the time point used for generating the ECAR vs. OCR PhenoGram profile. The metabolic switch is shown in Figure 3A days) or DMOG (1 mM, 4 days) was measured and analyzed using the Seahorse extracellular flux analyzer. B, C. The CD133-positive population (B) and lipid accumulation (C) were assessed in the MDA-MB-231 cells treated with DKG (10 mM, 7 days) or DMOG (1 mM, 7 days). ** : p < 0.01, compared with the cells treated with DKG. n = 3. D. DMOG was also able to induce OCT4 expression in BC cells. The levels of OCT4 and HIF-1α were assessed in MCF7 or MDA-MB-231 cells exposed to either DMOG or DKG for the indicated times, by western blot analysis. Representative blots; n = 3. E. DKG, but not DMOG, was able to rescue the MDA-MB-231 cells from Glc starvation. Co-staining of Annexin V-FITC with propidium iodide (PI) was performed to detect apoptosis in the Glc-depleted cells treated with DKG or DMOG.
